with DD problems have been investigated using this method, it is still unknown whether bacteria 71 associated with DD are an indigenous part of the slurry microbiota or only present in infected herds.
72
Most metagenomics studies in ruminants have focused on the phylogenetic structure of the microbial 73 communities in the rumen or in cattle feces (8-10 
MATERIALS AND METHODS

87
Sample collection and preparation Environmental slurry samples were collected from 22 Danish
88
farms at different geographical locations in Zealand (n = 6), Funen (n = 2) and Jutland (n = 14 status of the herds were based on reports from the herd owners.
100
In each herd, two boot polypropylene sock samples (Abena, Aabenraa, Denmark) were collected by winging cow brush area were assumed to be highly accessed zones frequented by the entire herd.
105
Samples were immediately transferred to RNAlater stabilization solution (Ambion, Austin, TX, USA).
106
After being kept at 4°C for 24 h, according to the manufacturer's instructions, the samples were stored 107 at −20°C until use. The sequences generated by Illumina HiSeq are available under the accession number SUB2135215 percentage of 85% and a minimum overlap length of 20 base pairs (bp). Next, the sequences were 150 cleaned at both ends through the removal of bases of a quality less than 99%, which is equivalent to a
151
Phred score of 17. Identical sequences were de-replicated into consensus sequences of 300-322 bp.
152
Consensus sequences of at least 250 nucleotides in length were mapped into a from the size of the nt database, only clusters > 100 sequences were used.
161
The sequences were analysed for assocations with herd, management, geographic locality, breed, floor 162 type, bedding, sample type and DD status with the DEseq2-package in R (16), which normalizes the 163 read counts and fits the data using a negative binomial distribution, followed by a likelihood ratio test. (Fig. 1) . Most of these families are ubiquitously present in bovine rumen material or feces (8, 10, 21).
208
In previous deep-sequencing metagenomic studies (4, 19), Corynebacteriaceae, Ruminococcaceae,
209
Carnobacteriaceae and Lachnospiraceae were also present in relatively high abundances in interdigital 210 skin samples from the healthy feet of dairy cattle. was not represented among the amplicons sequenced with the general bacterial primers.
216
Analysis by non-metric multidimensional scaling revealed no underlying multivariate patterns. We also 
242
Despite the low spirochete abundance in the slurry, we were able to amplify DNA reads from this (Fig. 3) . These pathogenic bacteria were significantly associated with DD-status (p < 0.001). 
